Determination of mitochondrial ROS
A549 and H1299 cells were washed in warm HBSS, followed by incubation in HBSS or cell medium containing 5 μM MitoSOX Red mitochondrial superoxide indicator at 37°C for half an hour. Subsequently, fresh medium was added, cells were pre-incubated with or without inhibitor for 1 hr and then treated with artocarpin for 24 hr. After washing twice with PBS, cells were harvested with trypsin-EDTA, and the cellular fluorescence level was evaluated by flow cytometry at wavelengths of 510 nm (excitation) and 580 nm (emission).
Caspase activity determinations
The activities of caspases in cell lysates were evaluated using the caspase-3, -7, and -9 colorimetric assay kits in accordance with the manufacturer's protocols. Following treatment with artocarpin with or without inhibitors, A549 cells were lysed in lysis buffer. Specific substrates for caspase-3, -7, and -9 (Ac-DEVD-pNA and Ac-LEHD-pNA) were added to the cell lysates (50 µg proteins) at 37°C for one hour. The absorbance was then evaluated with a plate reader at a wavelength of 405 nm. (1 µΜ). After incubation for 1 h, cells were treated with artocarpin (10 μM) for 24 h. The mitochondrial ROS production was measured using flow cytometry. Results are representative of three independent experiments.
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